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Figure S1. 2D-NMR spectra of crabrolin21 in different systems. Left panel: amidic vs. aliphatic
region of the TOCSY spectrum in bicelles collected at 50 ms mixing time. Measurements were
performed at 308 K and pH 6.5. Right panel: amidic vs. aliphatic region of the TOCSY spectrum in
TFE collected at 80 ms mixing time. Measurements were performed at 300 K.
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Figure S2. Chemical Shift Index of crabrolin21 in bicelles. Left panel: Chemical Shift Index of Ho,
protons vs. sequence; Right panel: chemical shift deviations of Ho protons from their respective
random coil values.

[14] 20
FLPEILREIVRALAKVGIEVA
dynliit1) — e ——
danlii+1) -— - -— -
dBfo,f+]) — — —-_—
dyn(ii+2) ————
Ao lLi+2) —_—
dp(i,i+3) —_—
dypli,i+3) = ==
o lii+d) =

Figure S3. Observed NOEs for crabrolin21 in TFE. A plot of the short and medium-range upper
distance limits against the sequence for crabrolin21 in TFE as derived from the NOESY spectrum at
a mixing time of 150 ms.
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Figure S4. Ramachandran plot for crabrolin21 in TFE. Ramachandran plot of the structure family
for crabrolin21 in TFE.
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Figure S5. NMR distance constraints for crabrolin21 in TFE. Upper: Range distribution of distance
constraints for crabrolin21 in TFE as derived from the NOESY spectrum at 150 ms mixing time.
Lower: number of constraints observed for each residue of crabrolin21 in TFE as derived from the
NOESY spectrum at 150 ms mixing time. In the plot, upper distance limits against the sequence are
classified according to their range: white intra-residual constraints, and light grey sequential con-
straints.

Table 1. Summary of restraints and structure quality factors of the determined family of confor-
mations for crabrolin21 in TFE.

crabrolin21
(10 Conformers)?

Total number of meaningful NOE upper distance constraints 212
Intraresidue NOEs 122
Sequential NOEs 50
Medium Range NOEs 1<(I-])<5 40
Average RMSD to the mean (A)
backbone atoms (4-15) 0.19+0.08
residual CYANA Target Function (A?) 0.67 +0.07
Ramachandran Plot summary from Procheck*
Most favoured regions 97.5 (84.7)%
Additional allowed regions 2.5 (13.5)%
Generously allowed regions 0.0 (1.8)%
Disallowed regions 0.0%
Ramachandran Plot statistics from Richardson’s lab¢
Most favoured regions 98.3 (87.4)%
Allowed regions 1.7 (11.6)%
Disallowed regions 0.0 (1.1)%
Structure quality Factors-overall statistics ©
Procheck G-factor Z-score (phi-psi) 0.42
Procheck (all) -0.34
MolProbity Clashscore Z-score 1.49

Close Contacts and Deviations from Ideal Geometry
Number of close contacts (within 1.6 A for H atoms, 2.2 A for heavy at-

0
oms
RMS deviation for bond angles 0.2°
RMS deviation for bond lengths 0.001 A

a Structure calculations were performed with the program CYANA 3.97 [28]. A total of 100 ran-
dom conformers were subjected to 10000 steps of a simulated annealing process. The mean value
and the standard deviation are given.

» Number of meaningful constraints for each class.
< Selected regions ranges:4-16, data in parenthesis are obtained considering all 21 residues. Calcu-
lated using PSVS [34].

Ramachandran plot and NOEs restrains table are reported in Figure S4 and Figure
S5 in Supplementary Material.



